(a) 10 ng of purified GST-14-3-3 proteins were subjected to immunoblotting with anti-14-3-3β, anti-14-3-3ε, anti-14-3-3γ (C-16 or CG31-2B6), anti-14-3-3η, anti-14-3-3θ, anti-14-3-3ζ, anti-pan-14-3-3 and anti-GST antibodies. (b) HeLa cells (in which 14-3-3σ is not expressed) were transfected with each subtype-specific siRNA. 48 h after transfection, the cells were subjected to immunoblotting.
Supplementary Figure S2 | Direct interaction between Plk1 and 14-3-3γ. (a)
HeLa cells were co-transfected with Myc-Plk1 plus GFP-14-3-3γ or GFP. One day after transfection, cells were synchronized in early mitosis by the addition of nocodazole.
Mitotic cells were collected as described in "Online methods". Each mitotic cell extract was subjected to immunoprecipitation with anti-GFP or anti-Myc. Asterisk indicates the position of IgG light chains. (b) GST pull-down assay using purified 2 proteins. 1 µg of GST-Plk1 purified from insect Sf-9 cells were preincubated with or without λPPase in the equipped buffer at 30°C for 1 h. The dephosphorylation reaction was terminated by the addition of Na 3 VO 4 (final 10 mM). The reaction mixture was then incubated with 1 µg of 14-3-3γ at 4°C for 2 h. (c) Each Myc-tagged Plk1 mutants were transiently expressed in HeLa cells. 6 h after the transfection, cells were arrested in early mitosis by the addition of nocodazole. Then, mitotic cells were subjected to pull-down assays using GST-14-3-3γ. interaction with 14-3-3γ. 7 h after release from a 2nd thymidine block, we added 1 µM MK-2206, 3 µM API-2, 20 µM LY294002, 20 µM wortmaninn or the same volume of DMSO in the medium. 12 h after release, mitotic cells were collected by mechanical shake-off. Mitotic extract was subjected to pull-down assays using pull-down), immunoprecipitation with anti-Plk1 (IP: α-Plk1) or immunoblotting (input). In vitro Akt kinase assay using Myc-Plk1 immunoprecipitated from mitotic Tet-On HeLa cells. The procedures were described in "Methods".
